C-NMR, IR and MS spectra of Cy.7.Cl, His-Cy and Oxidized His-Cy
Apparatus and Materials
Apparatus. 1 H NMR spectra were taken on a Bruker 300 MHz spectrometer and chemical shifts were Absorbance was measured in a TRITURUS microplate reader in the MTT assay. were purchased from the Committee on type Culture Collection of Chinese Academy of Sciences.
Sartorius ultrapure water (18.2 MΩ cm) was used throughout the analytical experiments. , 154, 151, 145, 142, 141, 129, 127, 125, 122, 111, 102, 101, 49, 40, 30, 28, 27, 21, 12 Confocal Imaging. Cells were passed and plated on 18 mm glass coverslips in 1.5 mL DMEM one day before imaging. A Leica TCS SP5 laser scanning microscopy system containing a 40× air-immersion objective lens or a 63× oil-immersion objective lens (HCX Apo) was used for the probe experiments.
Synthesis and Characterization of His-Cy
2-[4-Histidine-7-(1-ethyl-3,3-dimethyl(indolin-2-ylidene)]-3,5-(propane-1,3-diyl)-1,3,5-heptatrien-1-yl )-1-ethyl-3,3-dimethyl-3H-
Mass Spectrometry of Oxidized His-Cy
Confocal images of macrophage fluorescence were collected using a 633 nm excitation light from a Helium/Neon laser, and emission was collected from 700 to 800 nm using a detection system.
Optimization of pH value, buffer concentration and probe concentration
Effect of pH value and buffer capacity: Effect of pH and the buffer capacity on the fluorescence intensity of the reaction system was discussed. The fluorescence intensity changes could reach the maximum and be relative stable when the pH was in the range 7.30-7.50 ( Figure S1a ) and 20 mM Tris-HCl buffer solution was chosen in subsequent experiments ( Figure S1b ). 
Tests of the cytotoxicity and photostability of His-Cy
To investigate BzSe-Cy cytotoxicity, MTT assay was carried out when the probe existed in macrophages. RAW 264.7 cells (5×10 4 cell mL -1 ) were dispersed within replicate 96-well microtiter plates to a total volume of 100 µL well -1 . Plates were maintained at 37 °C in a 5% CO2/95% air incubator for 12 h. The probe was diluted to different concentrations of solution with medium and added to each well after the original medium had been removed. Macrophages were incubated upon probe concentrations from 1.0 µΜ to 400.0 µΜ for 4 h. And then 150 µL MTT (0.5 mg mL -1 , PBS) was added to each well. After 4 h, the remaining MTT solution was removed, and 100 µL of DMSO was added to each well to dissolve the formazan crystals. Absorbance was measured at 490 nm in a TRITURUS microplate reader in Figure. 
